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DECLARATION OF DR> PAUL EDER UNDER 37 C.F.R. S 1.13 1 



I, Paul Eder, declare that: 

1 . I am an inventor of the invention described and claimed in the 
above-identified patent application. 



2. I received a doctorate degree in 1991 firom the University of Iowa. I have 
been working in the field of RNase P biology for over 14 years. I was an employee of 
Message Pharmaceuticals firom 1998 to 2004, first as a Project Leader and most recently 
as the Director of RNA Biology. I am now a Principal Scientist at Digene Corporation. 
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3 . Claim 8, as amended in the reply to Office action submitted on June 24, 
2004, recites a method of identifying an agent, which may be useful as an antibacterial 
agent This method includes contacting an RNase P holoenzyme having a polypeptide 
with an RNase P consensus sequence with a compound and then measuring flie enzymatic 
activity of the RNase P holoenzyme in the presence and absence of the compound. A 
compound is identified as an agent which may be useful as an antibacterial agent if it 
produces a detectable decrease in the enzymatic activity of RNase P as compared to the 
enzymatic activity in tiie absence of the compound, 

4. I, along with the other inventors, conceived of the subject matter of claim 8 
in the United States prior to January 7, 2000 and used reasonable dihgence in reducing 
the invention to practice from prior to January 7, 2000 to the filing date of the application, 
March 1, 2000. 

5. The conception and reduction to practice of the claimed invention is 
evidenced by Exhibit 1, annexed hereto. Exhibit 1 is a notebook entry, which begins prior 
to January 7, 2000 and continues up to the filing date of the application. These notebook 
pages show the design and development of an assay to measure RNase P activity in a 96- 
well plate format. This assay was designed for use as a screening assay for compounds 
that inhibit RNase P activity. This assay was used to test the inhibitory effects of 
neomycin B, a known antibiotic, as documented on pages 121 and 122 of the notebook 
entry. 

Exhibit 1 documents that a metiiod of identifying an antibiotic agent by screening 
for compounds that inhibit the enzymatic activity of an RNase P holoenzyme having a 
polypeptide with an RNase P consensus sequence, as described in the present application, 
was conceived of prior to January 7, 2000 and was diligentiy reduced to practice fixxtn 
prior to January 7, 2000 to the filing of tiie appHcation on March 1, 2000. 
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6. I hereby declare that all statements made herein of my own knowledge are 
true and that all statements made on information and belief are believed to be true; and 
further that these statements were made with the knowledge that willful false statements 
and the like so made are punishable by fine or imprisonment, or both, imder Section 1001 
of Title 18 of tiie United States Code and that such willful false statements may 
jeopardize die validity of the application or any patents issued thereon. 





Paul S. Eder, Ph.D. 
Principal Scientist 
Digene Corporation 
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307.5 


304.1 


312.3 


329.8 


10 


303.7 


306 


299.2 
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323.85 


20 
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300.4 


300.2 


319.7 


30 
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294.8 


295.5 


316.5 


50 
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313.2 


70 
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Time (min) 


[E]=100nM IE]= 


=75 nM (E]= 


50 nM IE]= 


■25 nM 


[E]=0 nM 


0 


284.26 


314 


311.65 


295.55 


280.2 


. . g 


271.6 


275.6 


252.25 


251 


261.7 


10 


246.1 


242.85 


234.15 


242.35 


231.45 


~ 15 


231 


226.15 


230.95 


222.55 


227.35 


25 


195.95 


228.75 


195.65 


179.2 


195.05 


35 


167.55 


210.2 


185.05 


161.5 


190.93 




169.3 


212.65 


145.85 . 


147.15 


165.15 


60 


184.9 


208.5 


162.85 


124.85 


139.5 
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[E1=75 nM 
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0 


324.6 


326.2 


323.75 


327.75 


324.3 




5 


310.3 


307.5 


311.4 


318.55 


320.5 




10 


304.25 


302.8 


316.6 


312.2 


318.2 




15 


302.95 


305.95 


309.05 


301.95 


310.28 




25 


299.25 


296.8 


304.85 


304.65 


301.63 




35 


299 


303 


296.2 


304.4 


314.85 




45 


297.7 


294.45 


307.25 


306.6 


307.6 




60 


302.4 


300.75 


303.15 


299.25 


305.925 
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0 
5 

10 
15 
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317.15 
268.5 
286.4 

264.95 
253.7 
259.325 

280.85 
277.4 

272.65 
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274.8 
262.7 
266.55 
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260.275 
225.95 
261.1 
247.25 
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281.45 
281.95 
252.9 
246.3 
249.6 
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206.5 
233.15 



301.45 
281.65 
254.45 
249.55 
228.95 
239.25 
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202.65 
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318.35 
279.5 
260.8 
229.25 
212.6 
220.925 
205.35 
191.3 
194.55 



286.55 
277.3 
273 
259.45 
250.75 



306.225 
281 .075 
280.625 
269.725 
252.15 



255.1 260.9375 
203.45 233.975 
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196.7 
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226.875 
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Column HEL(ug/ml) BSA{ug/ml) PolyC{ug/ml) Glycerol 
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200 


50 


100 


B . 


100 


! 25 ] 


50 


C 


50 


12.5 


1 25 1 


D 


25 


6.25 


12.5 


E 


12.5 


3.13 


6.25 


F 


6.25 


1.56 


3.13 


G 


0 


0 


0 
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0 


0 
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Time (min) 


[E]=200nM [El= 


100 nM 


[E]=50 nM 


[El=25nM IE]= 
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=6.25 nM 


(E1=0 nM 


0 


298.35 


285.1 


308.7 


300.85 


303.75 


297.7 


309.75 


5 


306.05 


301.9 


308.3 


279.95 


302.5 


289.45 


303.575 


- 10 


280.55 


293.05 


305.35 


314.15 


302.5 


296.15 


309.1 


15 


287.85 


281.65 


289.85 


302.6 


294.6 


309.95 


290.7 


25 


277.5 


286.25 


278.5 


302.75 


291.7 


285.95 


313.875 


10 35 


281.8 


276.8 


311.1 


283.25 


316.1 


308.85 


298.65 


45 


299.3 


289.4 


283.85 


285.2 


292.15 


285.85 


298.275 


60 


284.3 


276.85 


276.5 


281.85 


299.05 


299.7 


301.075 


80 


285.55 


276.75 


270.45 


298.75 


293.55 


296.45 


297.2 
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Description 


Reading 1 


Reading 2 


Reading 3 Average 


Buffer 


630.1 


598.8 


623.6 


Buffer 


632.9 


637.1 


614.8 


Tube#1 


152.6 


160.4 


163.1 158.7 


25 Tube #2 


193.3 


160.6 


180.4 178.1 


Tube #3 


244.1 


241.2 


208.5 231.2666667 


Tube #4 


212.4 


155.4 


143.7 172.1666667 


Tube #5 


252.3 


240.8 


239 244.0333333 


Tube #6 


260.4 


225.1 


239.3 241.6 
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Description 


W1R1 


W2R1 


W1R2 


W2R2 


W1R3 


W2R3 


Average 


Buffer 


701 


666.7 


701.5 


670 


689.1 


690.1 


686.40 


Tube#1 


159.1 


124.4 


155.9 


101 


137.4 


94.3 


128.68 


Tube#2 


137.8 


152.4 


173.4 


135.6 


151.6 


170.6 


153.57 


Tube#3 


111.5 


176.8 


141.5 


139.7 


100.2 


127.5 


132.87 


Tube#4 


222.8 


259.6 


225.7 


254.1 


247.4 


264.5 


245.68 


Tube#5 


253.3 


217.1 


201.6 


221.4 


230.4 


228.1 


225.32 


Tube#6 


278 


266.2 


274.8 


244.4 


238.8 


287.2 


264.90 


10mer 


166.8 


176.7 


127.8 


137.9 


161.9 


161.5 


155.43 
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Time (min) No Add. 10 ug/ml CA 50 ug/ml CA 
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10 
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195.125 
183.225 
180 
25 167.3625 
35 152.9625 
45 143.7125 
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209.25 
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Effect of Carbonic Anhydrase on 10mer Polarization 
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[Sl=50 nM, +HEL 
Time (min) 



10 



15 



0 
2.5 
5 

10 
15 
25 
35 
45 
60 
90 



302.32 288.975 
294.56 281.0875 



272.38 249.925 
269.34 243.625 



244.28 231.2875 



282.1 


274.1125 


262.0125 


262.45 


257.0375 


268.2375 


254.0375 


252.75 


272.775 


246.6125 


246.35 


276.075 


248.125 


244.5125 


277.85 


244.05 


238:475 


281.625 


235.95 


232.7625 


280.4 


238.6375 


234.3875 


283.6 
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279.7 
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280.8 
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IS]=50 nM, +tRNA 

Time (min) IE1=0 nM [El=1 nM [El=5 nM 

0 294.7625 290.7375 286.5375 

2.5 284.9625 282.7 275.7125 265.9375 

5 289.0375 283.1375 271.8875 257.425 

10 278.275 277.375 258.8375 256.7625 

15 273.075 270.3375 257.7875 253.6875 

25 271.7375 260.1 247.225 251.5875 

35 267.625 253.0125 245.5375 247.3625 

45 258.9 244.3375 243.5875 243.95 

60 260.825 251.7625 238.2625 242.0125 

90 247.275 241.3 236.1 241.4125 



[El=10nM [10merl=50nM 
281.0125 268.3125 
269.0875 
270.1875 
268.65 
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271.0875 
273.45 
274.675 
274.1125 
273.55 
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Time (min) 
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0 


290.575 


296.975 


289.1375 


279.7125 


257.125 


2.5 


289.4625 


283.4 


274.65 


269.5625 


262.25 


5 


287.05 


280.7125 


274.75 


262.8875 


262.225 


10 


284.575 


282.1125 


259.775 


255.4625 


264.1 


15 


278.5 


268.9375 


260.175 


254.7625 


267.0375 


25 


279.3375 


263 


250.95 


254.575 


267.425 


35 


270.8125 


255.5125 


247.55 


251.0375 


268.225 


45 


266.525 


251.1125 


246.7125 


245.125 


270.8 


60 
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250.5875 
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0 
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263.9625 
265.8875 
268.3 
275.6375 
271.075 
273.375 
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291.9125 320.8125 
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298.1 
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nin) Condition-1 Condition-2 Condition-3 Condition-4 SD-1 SD-2 SD-3 


SD-4 


0 


254.5 


274.9375 


277.7125 


281.8 


6.1 


5.1 


6.8 


7.3 


2.5 


241.025 


276.9 


286.3625 


284.8375 


9.04 


4.99 


4.39 


7.16 


5 


227.975 


271 .55 


289.2375 


288.925 


10.6 


5.48 


5.3 


11.3 


10 


214.6125 


271.2875 


282.7625 


284 


13.3 


6.17 


6.87 


9.66 


15 


197.8875 


271.2875 


278.375 


284.3375 


9.84 


5.97 


4.82 


7.84 


25 


172.625 


266.5 


275.7625 


274.3625 
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5.95 


35 


156.6625 


264.6625 
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276.2125 


12.4 


5.41 


5.11 


6.4 


45 


141.225 


252.45 


264.8875 


267.675 
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6.86 


11.2 


60 


127.75 
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261.8375 


256.9125 


12.8 


3.78 


6.81 


11.2 


75 


116.725 


243.9875 
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251.7125 


11 
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6.17 


7.25 


90 


105.2625 
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[El=20 nM 


[E]=4 nM 
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[E]=0 nM 


-20 


283.55 


303.075 


313.575 


315.375 


315.725 


-17.5 


293.4 


289 


306.575 


317.55 


317 


-15 


281.85 


279.675 


300.25 


305.875 


31t).6 


-10 


282.225 


262.375 


290.6 


303.825 


305.8 


-5 
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282.375 
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306.35 


0 


276.35 


258.125 


275.85 


296.75 


298.8 
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266.3 
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MOPS 

Time (min) 26mer 

-20 280.825 

-17.5 281.375 

-15 279.875 

-10 273.65 

-5 265.25 

0 266.475 

0 282.7 

2.5 282.9 

5 286.75 

10 282.825 

15 276.35 

20 276.35 



IE]=20 nM 
306.875 
287.275 
283.475 
266.625 
255.75 
251.15 
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266.925 
259.875 
261.75 
258.625 
258.625 



[El=4nM [E] 
312.475 
305.525 
298.775 
289.4 
284.425 
270.925 
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284.05 
284.05 
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314.1 
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-20 
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-5 
0 
0 
2.5 
5 
1P 
15 
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289.1 
288.15 
285.75 
280.65 
279.725 
269.775 
275.35 
278.675 
275.475 
278.825 
274.375 
272.275 



[E]=20 nM 
295.375 
282.9 
276.8 
263.125 
255.4 
254.75 
254.45 
253.375 
248.6 
250.2 
252.2 
248 



[El=4nM [E]= 
309.6 
301 .825 
293.975 
290.225 
282.6 
279.175 
263.65 
265.275 
264.5 
261 .825 
265.225 
263.125 



=0.8 nM 
316.925 
304.575 
301.65 
298.35 
297.025 
288.025 
283.9 
283.225 
284.5 
279.575 
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306.525 
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295.6 
288.8 
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-20 
-17.5 
-15 
-10 
-5 
0 
0 
2.5 
5 
.10 
15 
20 



287.275 
287.9 
282.075 
275.65 
286.25 
279.05 
262.275 
259.775 
262.15 
267.875 
262.3 
261.4 



[E]=20 nM 
298.9 
287.525 
275.95 
267.75 
259.525 
257.125 
242.55 
237.95 
237.275 
242.625 
242.125 
240.15 



(El=4nM (E]= 
308.5 
307.625 
298.35 
285.275 
277.725 
274.85 
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255.275 
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250.1 
253.425 
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267.25 
263.6 
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292.65 
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292.225 
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301.6 
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301.775 
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